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Western Blot 



Thymic 

equivalents x 10 3 : 



non-reducing 

170 57 19 STD 6 2 0.7 0.2 
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50 thyml, washed to remove blood [PBS, PMSF] 

I 

Hypotonic lysis: Homogenize In cold 10 mM Tris-HCI, pH 63, 
I EDTA, leupeptln, pepstatln, PMSF, aprotlnln, Petabloc SC 



Was 
Poc 

i 

Coll 

a 



Pellet nuclei and debris: 1200 x g, 5 mln, 4°C, collect turbid sup 



Wash nuclear pellet 5-8 times with lysis buffer, until sup nearly dear 
Pool washes with post-nuclear sup 



Collect membranes: 100,000 x g, 60 mln, 4°C 



Extract membranes: lysis buffer + 0.5% NP-40, 60 mln, 4°C, rotating 



Clarify extract: 100,000 x g, 60 mln, 4°C 
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Preclear: rat IgG column 



NLDC-145 column 
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Purified DEC-205 



Concentrate: Centrlcon-100 precoated with 0.2% SDS 
1000 x g, 45-120 min, 4°C, until pool < 0.5 ml 
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±[NANA(a2-8)NANA(a2-x)] 
or 

±[Gal(a1-x)] 

±[NANA(a2-8)NANA(a2-x)] 
or 

±[Ga!(a1-x)] 



■ Gal(pi-4)GlcNAc(p1-x)Man(a1-6) 

±[GlcNAc(pi-4)] Man(pi-4)GlcNAc(pi-4)GlcNAc 



• Gal(pi-4)GlcNAc(p1-x)Man(a1-3) 



Fuc(a1-6) 
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,NLDC-145 cc-peptide a-DEC-205 
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Langerhans cells Lymph node B cells 
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anti-MHC-ll anti-DEC-205 NLDC-145 
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Gr-1 Mac-1 B220 Thy-1 MHC-II 
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log FTTC fluorescence intensity 
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cell equiv x 10 _; 
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